Fig. S3. Loss of CAR1 phosphorylation impairs directional migration within a linear cAMP gradient in the absence of caffeine.
A. While caffeine is used routinely in chemotaxis assays, assays were also performed in the absence of caffeine. Cells were seeded in EZ-TAXIScan chambers at low density and cell movement was analyzed to 1000 nM cAMP as in Figure 1 . Similar to observations made in the presence of caffeine, CM1234 cells wandered more and were less polarized than WT-CAR1 cells; however, no enhancement of speed was observed. See Movies 6 & 7 for cell tracings. Shown are single cell outline traces using the DIAS software package. The cell tracings were stacked for 80 frames and compiled into one image to display morphometrics of the sequence. B. Metrics were determined from tracings of ~22 cells as described in Figure 1C . P values of student T tests are shown. Figure 6D . WT-CAR1 (n=2) and CM1234 (n=3) cells were differentiated and stimulated at 22 °C with 10 nM cAMP. Stimulations were performed in the absence or presence of 10 mM DTT. C. Quantified ERK2 phosphorylation data from experiments in parallel to Figure 6D . WT-CAR1 (n=2) and CM1234 (n=2) cells were differentiated and stimulated at 22 °C with 10 nM cAMP in 2.5 mM caffeine, to inhibit endogenous cAMP production, and in the absence or presence of 10 mM DTT. Transient ERK2 phosphorylation is observed in both cells in the absence of DTT, consistent with the dependency of pERK2 on the presence of continuous extracellular cAMP. Inhibition of cAMP degradation by DTT maintains partial pERK during the time course. D. ANOVA was performed on pERK curves as graphed in Figure S6 A-C. Left Panel: P values are reported for pERK2 comparisons for each strain stimulated in the absence or presence of DTT. Right Panel: P values are reported for pERK2 comparisons of WT-CAR1 and CM1234 cells for the indicated conditions. P <0.05 was considered significant. Figure 1A ). All conditions were performed simultaneously in a six well chamber. Images were captured every 15 sec and montaged into one movie. Playback is 20 frames per sec.
Supplemental
Movie 3. EZ-TAXIScan chemotaxis assay of WT-CAR1 and CM1234 cells in the presence of 2 mM caffeine. Differentiated WT-CAR1 or CM1234 cells were exposed to linear gradients established with the indicated concentrations of cAMP in the presence of 2 mM caffeine in an EZ-TAXIScan chamber. Images were captured every 15 sec and montaged into one movie. Playback is 20 frames per sec.
Movie 2. EZ-TAXIScan cAMP chemotaxis assay in the presence of 0.5 mM caffeine. Differentiated WT-CAR1 or CM1234 cells were exposed to linear gradients established with the indicated concentrations of cAMP in the presence of 0.5 mM caffeine in an EZTAXIScan chamber (see Figure 1B ). All conditions were performed simultaneously in a six well chamber. Images were captured every 15 sec and montaged into one movie. Playback is 20 frames per sec.
